**Aim:** To investigate the effect of orofacial pain history on masticatory muscle pain (MMP) induced with repetitive occlusal interferences (OIs) in rats.

**Materials and Methods:** Twenty Sprague-Dawley male rats were randomly assigned into four groups with the approval of ethic committee. The 0.4 mm-thick metal crown was bonded on the upper first molar of rat as the first OI and removed after 2 days. At 7 days after the head withdrawal mechanical threshold (HWMT) recovering to baseline, the same crown was bonded again as the second OI and removed after 2 or 4 days. Operations were simulated without bonding any appliance in the control group. HWMT of bilateral masseters were measured with von-Frey anesthesiometer while morphological changes of astrocyte and microglia in trigeminal spinal nucleus (Vsp) were observed using immunofluorescent staining before and after the first and second OIs in each group.

**Results:** The recovery of masseter HWMT needed 8 days or 10 days respectively after removing the first OI or the 2-day second OI. The masseter HWMT required 19 days or 12 days respectively to recover with or without the first OI after removing the 4-day second OI. At 19 days after removing the 4-day second OI, the astrocyte showed mild activation regardless with or without the first OI, while the microglia showed mild activation only with the first OI.

**Conclusion:** The repetitive occlusal interferences facilitated masseter hyperalgesia by postponing the relief of masseter hyperalgesia and prolonging microglia activation in Vsp.
